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We, the undersigned, do hereby declare as follows: 

1 . We are the co-inventors of the claims of the above-identified patent application. 

2. The invention as defined in claims I, 5, 7-13, 16-18, 20-22, 26, 28-34, 37, 38, and 40-46 
was conceived prior to March 8, 2002, and we were was reasonably diligent in reducing the 
invention to practice from prior to March 8, 2002, until the filing of our priority application on July 
7, 2003. 

3. Evidence of our conception and reasonable diligence in reducing to practice the invention as 
defined in claims 1, 5, 7-13, 16-18, 20-22, 26, 28-34, 37, 38, and 40-46 is provided in the form of 
experimental data from the laboratory notebooks of Yu-Wen Zhang, one of the named inventors 
(attached hereto as Exhibit A1-A17). More specifically, these laboratory notebooks show our 
development of a composition and method for inhibiting tumor angiogenesis comprising TSP- 1 and 
a VEGF inhibitor, including: 

a) Constructing expression vector pcDNA3/hygro-TSP-l (Exhibit Al); 
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b) Transfecting SK-LMS-1 cells (SK/HGF cells) with pcDNA3/hygro-TSP- 1 to obtain 
stable ectopic expression of TSP- 1 (Exhibit A2); 

c) Amplifying and purifying VEGF DNA fragment for a probe to confirm VEGF 
upregulation by HGF/SF (Exhibit A3); 

d) Conducti ng RT-PCR to confirm expression of TSP- 1 in stably expressed cell line 
(Exhibit A4); 

e) Preparing RNA from cells with or without stable expression of TSP- 1 (Exhibit A5); 

f) Confirming HGF/SF expression in SK/HGF-TSP-1 cells (Exhibit A6); 

g) Northern blot confirmation of TSP- 1 expression in the SK/HGF cells stable transfected 
with TSP- 1 (Exhibit A7); 

g) In vivo mouse experiments to determine the effects of TSP- 1 on tumor growth (Exhibit 
A8); 

h) Preparing RNA from cells treated with inhibitors (Exhibit A9); 

i) Conducting colony formation assays (Exhibit A10); 

j) Northern blot analysis of TSP- 1 and VEGF expression (Exhibits Al l and A12); 

k) Northern blot analysis of TSP- 1 expression in SK-LMS-1 cells inhibited by M AP kinase 

inhibitors (Exhibit A 13); 

1) Northern blot analysis of VEGF expression in SK-LMS-1 cells inhibited by MAP kinase 
inhibitors (Exhibit A 14); 

m) Preparation of protein lysate from SK-LMS-1 cells treated with MAP kinase inhibitors 
(Exhibit A15); 
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n) Conducting IHC staining of CD31 in tumors derived from mouse study for determining 
the effects of TSP-1 on tumor angiogenesis (Exhibit A16); and 

o) Demonstrating the regulation of VEGF and TSP-1 by HGF/SF in MDA-MB-23 1 cells 
(Exhibit A17) 

4. The documents attached as Exhibits A 1 - A 1 7 were prepared contemporaneously with our 
conception and reasonable diligence in reducing the invention to practice. 

5. In the first part of June, 2003, our patent attorney was contacted to begin preparation of 
related provisional application No. 60/484,676, which was filed in the U.S. Patent and Trademark 
Office on July 7, 2003. 

6. The acts referred to in the preceding paragraphs occurred in the United States. 

7. The undersigned hereby declares that all statements made herein of his own knowledge are 
true and that all statements made on information and belief are believed to be true; and further, that 
these statements were made with the knowledge that willful false statements and the like so made 
are punishable by fine or imprisonment or both, under Sections 1001 of Title 18 of the United States 
Code and that such willful false statements may jeopardize the validity of the application or any 
patent issuing thereon. 
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Injection of Nude Mice 



1/28/2003 



5 mice for one group; 

1 x 10 6 cells for one mouse; 

Prepare cells in the concentration of 1 x 10 6 cell / 100 |il in DMEM without serum. 
Subcutaneous injection 



Samples: 

1. SK-LMS-1 

2. SK/HGF (SK-LMS-1 autocrine with HGF) 

3. SK/HGF-TSP1 (clone 26) 

4. C2C12 

5. C2C12-hMet (clone 8) 

6. C2C12-hMet+hHGF (clone 1) 



1 . Growing cells in a large frask. 

2. Trypsinized cells and pelleted by centrifuge. 

3. Resuspending cells in DMEM to the concentration of lx 10 6 cells/ 100 

4. Injecting nude mice (100 pi/mice) by Subcu. 

5. Measuring tumor sizes every 3 days. 

6. Observing tumors 2-3 weeks after injection. 
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